(A) OsHrd3-GFP fusion protein co-localizes with an ER-marker protein in protoplasts. An ER-localized mCherry (SP-mCherry-HDEL) fusion construct was transiently co-transfected with OsHrd3-GFP in rice protoplasts prepared from rice suspension culture cells (Oc cells). After 18 h of incubation, the protoplasts were treated with 0.1% DMSO (control) or 5 µg mL-1 tunicamycin (Tm) for an additional 6 h. The cells were observed and photographed with a confocal laser-scanning microscope. Bar = 10 m. (B) Analysis of microsomal fraction from rice protoplasts expressing OsHrd3-FLAG tag fusion proteins. The microsomal fraction was suspended in control buffer, high salt buffer (1M NaCl), alkaline buffer (100 mM Na2CO3, pH 11), and Triton X-100 buffer (1% Triton X-100). These suspensions were ultracentrifuged to obtain the pellet (P) and supernatant (S) fractions. Each fraction was subjected to immunoblot analysis with anti-FLAG-HRP conjugated or anti-calnexin (CNX) antibodies. (C) Protease treatment of the microsomal fraction from rice protoplasts expressing OsHrd3-FLAG. 
